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Dear Paul: 

!ii'cin regard t o  pub l i ca t ion  we w i l l  not be present ing  any data, a t  CSI3, 
b u t  t h i s  should not i d t i b i t  you a t  a l l .  As you po in t  ou t  ;:e ciin s t i l l  
submit tvo  pepers toge ther  t o  cTT.IB. 

i . ' i t h  respec t  t o  t h e  Tm - o w  f i m r e  i s  77.5 - 7-jn i n  0,OUii sod.itm c i t r a t e  
p3 7.0 p1u.s C.02 M B C l .  
you vould say gave a T, of 75". The genercl  s h q e  of our  melting cumre i s  
s i m i l a r  t o  yours with perhaps a l i t t l e  s h a v e r  berid on the  l o v  t e q e r a t u r e  
s i d e .  

Gur experiment on t h e  r e p l i c a t i o n  of t)k hybrid :vas done by incubating 
H3-hybrid p l u s  enzyme p lus  C14-tri-POq and examining t h e  product (approxi- 
mately 1.7 x as rmch RITA was made a s  was i n  t h e  o r i g i n a l  hybrid) i n  a 
sucrose gradient.  
C l 4 -  and 33 (mola 

vative and non-conservative rep l ica  t i o n  (;;dth coriservative favored) although 
a s  !4iilre pointed out  we could p a r t i a l l y  eicpl3ilz t'inis by assuminc; t h a t  the 
enzyme, r e sen t  i n  l i m i t i n g  amour-t, s e l e c t s  s u b s t r a t e  a t  random so t h a t  a f t e r  
a few C hybrids have been made,, they  could be used - i .e. we could not  t r l l %  

ebout the r e p l i c a t i o n  of inciividual molecules. 
an2 Z T P  i s  a b e t t e r  one, bu t  vould requi re  chrei'ul dens i ty  detemxiait ions.  

This i s  0.05 M JTz4 :<iich I ga ther  f r o x  your graph 

P 
'i 2. 

The 'ny73rid;diich has ar: S about 13 nor,; contained both 
r t i o  C14/FI'w1.6). Ot'ner counts xere i n  f r e e  EiTU (5- 5-10) zind CL 4 /H ;5 molar ratioiZAS. TIis seemed. l i k e  a mixture of' conser- 

18 
Your experiment w i t h  5 BUTP 

-,-e have t r i e d  t 9  Gpproac'rl this by using satub'itin; amomits OP erzyrne so t h a t  
one r i & t  assme a l l  hybrid urimer i ~ ~ o l e c u l e s  vere englged. 3o;:ever t h i s  s o t  
us i n t o  another dil"2iculty - our erzyxe prepara t ions  do have a small a c t i v i t y  
i n  tine absence of udced p r imer .  
primer concentration t h i s  s e r ious ly  conzuses Vine r e s u l t .  

X t h  kigh emynne concentration and  lo^ 

A t  p resent  ve are t r y i n g  t o  determine t'ne r e s u l t  k i n e t i c a l l y  with espec ia l  
empnasis on low l e v e l s  of incorporation. 
comes out.  

I - , r i l l  l e t  you knov how t h i s  
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Ve have r ecen t ly  been studying the incorporation of deoxyATP i n t o  what 
appears t o  be a flX-DIQA-FQlA hybrid. 
t h a t  deoxynucleotide-triphosphates do not work, bu t  a t  l e a s t  with @L DKA, 
and one deoxytriphosphate t h i s  seem t o  go f a i r l y  w e 1  . The product has 
a reasonable density.  My only concern i s  t h a t  t h e  Clt-dATF we a r e  using 
might have some rATP i n  it - however recons t ruc t ion  experiments suggest 
it would have t o  be as much as 5% which seems unl ike ly .  
t h e  appropr ia te  degrgdation experiments on t h e  product rirhich should pro- 
v ide  a d e f i n i t e  answer. 
i n  sequence s tudies .  

You s t a t e  i n  your paper v i t h  Mike 

We are doing 

Such products should be of considerable value 

With best regards, 

RLS:e 3. L. Sinsheimer 
Professor of Biophysics 
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